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This study investigates the microbial community composition in the bioﬁlms grown on two diﬀerent
support media in ﬁxed bioﬁlm reactors for aerobic wastewater treatment, using next generation
sequencing (NGS) technology. The chemical composition of the new type of support medium (TDR) was
found to be quite diﬀerent from the conventionally used support medium (stone). The analysis of 16S
rRNA gene fragments recovered from the laboratory scale bioﬁlm system show that bioﬁlm support
media and temperature conditions inﬂuence bacterial community structure and composition. Greater
bacterial diversity was observed under each condition, primarily due to the large number of sequences
available and sustenance of rare species. There were 6 phyla found, with the highest relative abundance
shown by the phylum Proteobacteria (52.71%) followed by Bacteroidetes (33.33%), Actinobacteria (4.65%),
Firmicutes, Verrucomicrobia (3.1%) and Chloroﬂex (>1%). The dataset showed 17 genera of bacterial
populations to be commonly shared under all conditions, suggesting the presence of a core microbial
community in the bioﬁlms for wastewater treatment. However, some genera in the bioﬁlms on TDR
were observed in high proportions, which may be attributed to its chemical composition, explaining the
improved level of wastewater treatment. The ﬁndings show that the structure of microbial communities
in bioﬁlm systems for wastewater treatment is aﬀected by the properties of support matrix.1. Introduction
Biological wastewater treatment systems play an important role
in improving water quality and human health worldwide. Har-
nessing the benecial activities of naturally occurring micro-
organisms in bioreactors enables us to remove oxygen-depleting
organic contaminants, toxins, and nutrients, while preventing
the discharge of pathogens into the environment. The compo-
sition, diversity, and dynamics of a microbial community aﬀect
the eﬃciency, robustness, and stability of wastewater treatment
systems.1 Therefore, the study of the microorganisms in
wastewater treatment processes is crucial to better understand
the functions and performance of those systems. Moreover,
a thorough knowledge of the microbial aspects involved isngineering, Faculty of Engineering and
ildford GU2 7XH, UK. E-mail: d.saroj@
uraidah 51452, Kingdom of Saudi Arabia
Department of Microbiology, Faculty of
, Islamabad, 45320, Pakistan
ty of Surrey, Guildford GU2 7XH, UK
rsity, Cardiﬀ CF10 3XQ, UK
ial College London, London W2 1NY, UK
(ESI) available: Tables S1–S6 are
hemistry 2016essential to develop operating strategies and to improve process
performance.2
Despite the environmental and economic importance of
these processes, the knowledge of the microbial communities
within biological wastewater treatment systems is limited,
primarily because of greater focus on conventional process
engineering to achieve immediate goals in practice. Moreover,
traditional microbiological techniques and conventional
microscopy are insuﬃcient to determine the composition,
structure, stability, function and activity of bacteria involved in
wastewater treatment processes. For example, culture-
dependent methods are biased by the selection of species
which do not represent the real dominance structure.3,4
However, high-throughput next generation sequencing
(NGS) methods provide a more powerful tool for high taxo-
nomic resolution of complex microbial communities.5 This can
signicantly improve the ability to investigate the low-
abundance microorganisms.6 Recently, NGS technology has
been applied successfully in studying microbial communities in
the human and animal gut, microbiome, soils, oceans, and
various types of bioreactors.7–12 Moreover, NGS methods like
pyrosequencing was used to characterize bacterial communities
from the impellers retrieved from domestic water meters,13
natural stream water biolms,14 membrane ltration systems
and for metagenomic characterization of environmentalRSC Adv., 2016, 6, 104345–104353 | 104345
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View Article Onlinemicrobial communities in wastewater treatment systems.15–17
To date, this technique has not been applied to the analysis of
bacterial communities of biolms formed on various packing
media used in xed biolm reactors (FBRs) for wastewater
treatment.
The aim of this study was to provide new knowledge and
insight into the structure and composition of bacterial
communities found on a commonly used natural support
media, stones (ST), and on a synthetic medium, tyre-derived
rubber (TDR), during real wastewater treatment. These two
materials have a distinct chemical composition; the stone is
commonly used in conventional trickling lter systems, the
TDR material is not yet used as a support material for full-scale
wastewater treatment. The TDR lter media seem to be a suit-
able option for wastewater treatment because of their ease in
availability at low costs and in large quantities. Moreover, TDR
media provide a large surface area, high porosity, and resistance
to biodegradation.18 We sought new understanding of the
inuence of diﬀerent temperature conditions and media types
on the biolm composition. To the best of our knowledge, this
study represents the rst application of NGS to characterize and
compare biolm samples on diﬀerent types of media used in
bioreactors for wastewater treatment. Such information is
important for the best operation, transformed engineering
design, management of the FBR technology, and the selection
of most suitable biolm support media for wastewater treat-
ment in the areas with higher temperature conditions particu-
larly in the developing countries.2. Experimental section
2.1. Evaluation of support media
Two diﬀerent types of growth supporting media, tyre derived
rubber (TDR) and stones/pebbles (ST), were selected to be used
as substrates for microbial adhesion. TDR material (discarded
bus radial tyre; Michelin, France) were cut into cubical pieces,
with each having a surface area of 21.95 cm2. Stones (pebbles)
with approximately same average surface areas (21.52 cm2) were
collected from a fresh water stream. X-ray Photoelectron Spec-
troscopy (XPS) analysis was performed using a Theta Probe
Spectrometer (Thermo Fisher Scientic, East Grinstead, UK) for
elemental quantication of the surfaces of the selected media.
The XPS spectra were acquired using a mono-chromated Al Ka
X-ray source (hn ¼ 1486.6 eV). The soware Avantage (Ther-
moFisher Scientic, USA) was employed for elemental analysis
using the appropriate sensitivity factors and corrections for
electron energy analyzer transmission function.2.2. Development of biolm on media
The biolm was developed on sterilized media by using bio-
logical (wastewater) samples collected from Godalming Sewage
Treatment Works, Godalming, UK. Media were incubated in
wastewater (300mL) in bench scale reactors and the biolm was
allowed to develop under aerobic condition, maintained by
pumping air at a ow of 4 L min1. All the experiments were
conducted in continuous mode, with the addition of freshly104346 | RSC Adv., 2016, 6, 104345–104353collected wastewater for the duration of 14 days in order to
observe the changes in biolm under diﬀerent temperatures
(10, 20 and 30 C).
2.3. Physico-chemical analysis of wastewater
Various physico-chemical factors of the inuent and eﬄuent
samples were analyzed at three time points during the experi-
mental period of 14 days of biolm development on both types
of packing media. All the analyses were carried out as per
APHA.19 Each analysis was performed in triplicate for each
sample, and the results are expressed as the average.
2.4. DNA extraction, PCR amplication and pyrosequencing
Biolms were removed from both types (ST and TDR) of media
developed at 10, 20 and 30 C in phosphate buﬀer (PBS) by
mechanical action in a vortex.20 It was followed by centrifuga-
tion at 10 000  g for 5 min to collect the bacterial cells from
biolm pellets. Cell pellets were placed in 100 mL of sterile
DNase and RNase free water (Promochem LGC) for DNA isola-
tion.21 The DNA was then extracted using a Fast DNA SPIN Kit
for Soil (MP Biomedicals).21 Quantity and purity of the extracted
DNA were assessed in 1.5 mL of the sample using a NanoDrop
ND-1000 spectrophotometer (NanoDrop). For the amplication
of bacterial 16S rRNA gene fragments, the PCR primers
GAGTTTGATCNTGGCTCAG (forward) and GTNTTACNGCGG
CKGCTG (reverse) were used. Diﬀerent barcodes (Table S1†)
were incorporated between the 454 adapter and the forward
primers to sort each biolm sample from the mixed pyrose-
quencing outcomes. Each 50 mL reaction mixture included 1
EF-Taq buﬀer (Solgent, Daejeon, South Korea), 2.5 units of the
EF-Taq polymerase (Solgent), 0.2 mM dNTP mix, 0.1 mM of each
primer and 100 ng of template DNA. The PCR prole was as
follows: 95 C for 10 min; 35 cycles at 94 C for 45 s, 55 C for
1 min and 72 C for 1 min, with a nal extension at 72 C for
10 min. The duplicate PCR products were pooled and puried
using the QIA quick gel extraction kit (Qiagen, Hilden, Ger-
many), and the puried products were used for pyrosequencing.
2.5. Post-run analysis
All partial 16S rRNA gene sequences were preprocessed initially
using the pyro-pipeline at the Ribosomal Database Project
(RDP) to sort by barcode and remove primers and barcodes
from the partial ribotags, and discard low quality and short
(<250-bp long) sequences.22 These sequences were denoised,
assembled into clusters using the precluster command to
generate the fasta les datasets (*.fna and *.qual les). These
sequences were further analyzed through Mothur.23 Chimeras
introduced in the PCR process were detected and removed from
dataset by using Mothur UChime algorithm.24 The processed-
sequences were clustered into Operational Taxonomic Units
(OTUs) based on 0.97 sequence similarity with the Uclust
algorithm.24 Representative OTUs were selected based on the
most abundant sequences and the taxonomic assignment was
conducted using the RDP classier.25 Soware STAMP was used
to calculate the P-values (ANOVA) for multiple groups/samples
within the data sets.26 FastTree was used to createThis journal is © The Royal Society of Chemistry 2016
Paper RSC Advances
O
pe
n 
A
cc
es
s A
rti
cl
e.
 P
ub
lis
he
d 
on
 2
6 
O
ct
ob
er
 2
01
6.
 D
ow
nl
oa
de
d 
on
 1
9/
01
/2
01
7 
17
:5
8:
18
. 
 
Th
is 
ar
tic
le
 is
 li
ce
ns
ed
 u
nd
er
 a
 C
re
at
iv
e 
Co
m
m
on
s A
ttr
ib
ut
io
n 
3.
0 
U
np
or
te
d 
Li
ce
nc
e.
View Article Onlinephylogenetic trees27 for UniFrac distance matrix construction in
Mothur.28 Bacterial community richness and diversity indices
(observed OTUs, Chao 1 estimator and ACE) and rarefaction
curves were estimated at 0.97 cutoﬀ. For determination of beta-
diversity (OTU based analysis) and clustering (e.g. heatmaps),
samples were rarefacted to reduce sequence heterogeneity and
the UniFrac distance metric was applied to calculate pairwise
distances between communities in terms of their evolutionary
history.
For the evaluation of the similarity in bacterial community
composition among all samples, the relative sequence abun-
dance at class and genus level for each sample was used to
calculate pair-wise similarities. All data were transformed by
square root calculations and Bray Curtis similarity matrixes
were generated using the soware Primer v6 (PRIMER-E, Ply-
mouth, UK). Function stress plot draws a Shepard plot, where
ordination distances are plotted against community dissimi-
larities and the t is shown as a monotone step line. Pyrose-
quencing data were deposited in the European Nucleotide
Archive (ENA) under study accession number of PRJEB5323. To
investigate the relationship between water physico-chemical
variables and relative sequence abundance at the genus level
within biolm samples, Pearson's correlation coeﬃcients (r)
were calculated using PASW® Statistics 18 SPSS.3. Results and discussion
3.1. Characterization of support media by XPS
Durable support media and metabolically active biolms are
essential for eﬃcient wastewater treatment bioreactors.29
Therefore, it is important to ensure that the elemental compo-
sition of the support media is compatible with the microbial
community. The intensity of photoelectrons as a function of the
binding energy for two support materials (Fig. 1), approve their
compatibility with microbial growth. The results show elements
C 1s (83.5%), O 1s (9.5%), Si 2p (3.7%), N 1s (2.96%), S 2p
(0.30%) and Zn 2p3 (0.13%) in both small and large areas of the
tested TDRmaterial. Furthermore, the stonemedia contain C 1s
(38%), O 1s (49%), Ca 2p (12%) and Si 2p (1%). This suggests
that the main compound of the stone medium is calcium
carbonate (CaCO3), which is compatible with biolm develop-
ment and is known to be quite durable.30 The presence of Ca hasFig. 1 X-ray photoelectron spectrum (XPS) of tire derived rubber (TDR
or rubber) and stone media (ST or stone) used as a bioﬁlter for
wastewater treatment.
This journal is © The Royal Society of Chemistry 2016also been reported to increase the biolm mass.31 It has also
been reported that Ca may be used as variable for the
improvement of attached growth wastewater treatment
systems.32 The treatment performance of bioreactors with both
support media, stone and TDR, show a similar level of eﬃ-
ciency, with a consistently better performance by TDR media in
terms of BOD improvement (Table S2†).3.2. Diversity of the microbial communities
Biolms were develop on two types of support media (ST and
TDR) at three diﬀerent temperatures, 10, 20 and 30 C, in
laboratory scale aerobic biolm reactors operated for the
duration of 14 days. When TDR was incubated (30  2 C) with
activated sludge showed comparatively higher biolm devel-
opment (0.51 g) and physiological activities under aerobic
conditions even aer 7 weeks.33 Khan et al.34 found that the
starting phase of the stone media FBR was reduced aer incu-
bation of the stones with activated sludge for two weeks. In
another research study, it was observed that the starting phase
of the TF systems packed with diﬀerent lter media was reduced
(36 h at low and 24 h at mesophilic temperature regimes) aer
inoculation with activated sludge for 14 days for achieving
eﬀective treatment of wastewater.35
The analysis of 16S rRNA genes showed a total of 12 142
eﬀective sequence tags recovered from the six samples. The
largest number of sequences (2919) was obtained from TDR
media biolm developed at 30 C, followed by ST at 20 C
(2272), and ST at 10 C (2004). The smallest number of
sequences (1324) was retrieved from ST at 30 C. The maximum
numbers of OTUs (347) were observed in TDR at 20 C, followed
by ST at 10 C (289). The minimum number of OTUs (256) was
obtained from ST at 30 C (Table S3†). Rarefaction analysis
(Fig. 2) showed that all of the curves start to plateau out and
coverage gures show satisfactory levels. The calculated Chao 1
indices were 405, 403, 380, 608, 383, and 406 at for ST 10 C,
TDR 10 C, ST 20 C, TDR 20 C, ST 30 C, and TDR 30 C,
respectively, also demonstrating the highest bacterial diversity
for TDR biolms at 20 C and lowest for biolms developed on
ST media at 20 C. On the basis of matrix materials used as
biolm supporting media, the average diversity estimated wereFig. 2 Rarefaction curves of OTUs at 97% of sequence similarity for six
bioﬁlm samples from stone (ST) and tire derived rubber (TDR) media.
RSC Adv., 2016, 6, 104345–104353 | 104347
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View Article Online31.60, and 24.00 on TDR and ST, while the average diversity
index evaluated on the basis of temperature were 35.31, 23.81
and 23.80 for 10, 20 and 30 C respectively (Table S3†). The
highest dominance of 45.53 was observed on ST at 10 C;
however, Good's coverage estimated for each biolm sample
gives maximum value for TDR at 30 C.Fig. 4 Taxonomic assignments of 16S rRNA gene sequences retrieved3.3. Similarity analysis of the biolm samples
The similarity of the six biolm samples was evaluated using
cluster analysis, and non-metric multidimensional scaling
(NMDS). Stress plot values of 0.982 and 0.92 for nonlinear and
linear ts respectively, suggested that two sites have uncommon
species (Fig. 3a). The plot shows all biolm communities in the
form of clusters obtained from both types of media developed at
10, 20 and 30 C under aerobic conditions. In Fig. 3b, the NMDS
shows a clear separation/diﬀerence between TDR and ST bio-
lms. Diﬀerent packing media in the reactors provide a suitable
environment (moisture, temperature, pH, nutrients, etc.) for
microbial growth and biolm formation.36 However, a highly
signicant diﬀerence was observed in the biolm communities
developed on these two diﬀerent types of media (TDR and ST) at
30 C (Fig. 3b). Although the same wastewater was used as an
inoculating agent for biolm development, the diﬀerent
elemental composition of the media may cause the biolms to
present diﬀerent diversities.35 Ivnitsky et al.37 also observed
diﬀerent bacterial compositions in wastewater treating biolms
developed at 20, 25 and 34 C. Interestingly, the bacterial
communities developed at lower temperatures are diﬀerent
than those at mesophilic temperatures.from the bioﬁlm samples classiﬁed by (a) phyla, (b) classes within major
phyla Proteobacteria, (c) Bacteroidetes and (d) Firmicutes.3.4. Core and distinct taxonomic units
The results of high-throughput pyrosequencing have revealed
interesting microbial community structures in biolms devel-
oped on two distinct support media for municipal wastewater
treatment. As shown in Fig. 4a, the phylum Proteobacteria was
the most abundant in all samples, accounting for 52.71% of
total eﬀective bacterial sequences. Proteobacteria was found toFig. 3 (a) A Shepard plot showing item points (stress) around the
regression between distances between each pair of communities
against their original dissimilarities and (b) non-metric multidimen-
sional scaling (NMDS) graphs based on Bray–Curtis similarities of the
percentage sequence abundance on stone (ST) and tire derived rubber
(TDR) media, at 10, 20 and 30 C showing diﬀerences in the bacterial
community structure in bioﬁlms developed from real wastewater.
104348 | RSC Adv., 2016, 6, 104345–104353be the prevalent group in wastewater treating biolms by other
molecular studies,37 and in bacterial communities in soil,38
sewage39 and activated sludge.40 The other groups were Bacter-
oidetes (33.33%), Actinobacteria (4.65%), Firmicutes and Verru-
comicrobia (3.1%), followed by Chloroexi with average
abundance higher than 1%.
These results show some level of agreement with that of
pyrosequencing analysis of bacterial diversity in wastewater
treatment systems.16,40 Within the phylum Proteobacteria, the
major classes, i.e. gamma-, beta-, alpha-, delta- and epsilon-
Proteobacteria constitute 35.3, 33.82, 25, 4.4 and 1.5%, respec-
tively (Fig. 4b). A high abundance of the gamma-subdivision
was found within biolms; this bacterial group includes most
of the known pathogens and opportunistic pathogens, con-
rming that biolms are potential reservoirs for such organ-
isms.41 Furthermore, the gamma-Proteobacteria, preferentially
found in active biolm communities, contain well-known
biolm-forming species, such as P. aeruginosa, V. cholerae,
and E. coli, among others.42 Biswas et al.43 also reported the
establishment of a community dominated by gamma-Proteo-
bacteria in moving bed biolm reactor systems for wastewater
treatment. Members of these groups have also been shown to
auto- and co-aggregate.44This journal is © The Royal Society of Chemistry 2016
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View Article OnlineIt is interesting to note the predominance of beta-Proteo-
bacteria; however, this class can attach more easily to surfaces
and they dominate the process of biolm formation in fresh-
water ecosystems.45 To initiate biolm formation, bacteria need
to be able to attach to surfaces or to co-aggregate.44,46 This ability
might have favoured the proliferation of certain groups of beta-
Proteobacteria, which were found to dominate biolm commu-
nities in this as well as in earlier studies.45,47 Furthermore,
studies on the microbial community composition of conven-
tional activated sludge systems indicate that the community is
typically dominated by beta-Proteobacteria,48 followed by alpha-,
gamma- and delta-Proteobacteria.40 These results are also in
agreement with the pyrosequencing studies in a xed-lm
activated sludge system.49 Members of the phylum Bacter-
oidetes occurred predominantly in the biolm communities
aer Proteobacteria. The relative composition of diﬀerent
genera shown in Fig. 4c (i.e. Flavobacteria 39.5%, Sphingobac-
teria 44.2% and Bacteroida 13.9%) indicate a comparably low
activity of these groups, possibly caused by more favourable
growth conditions for these bacteria during early biolm
formation. Interestingly, Flavobacteria are known to degrade
biopolymers oen present in domestic sewage.8 Among the
Firmicutes, the major classes identied were Bacilli (75%), and
Clostridia (25%), as shown in Fig. 4d. Bacillus subtilis is also
a well-known biolm forming species,42 and the ability of these
bacteria to form dormant spores allows them to be resistant to
disinfection.50,51 Members of other phyla such as Actinobacteria,
Verrucomicrobia, Cyanobacteria, Chloroexi, and Synergistetes
were also found, albeit at relatively low percentages (0.8–4.65%).
Some members of the Chloroexi phylum play key roles in
submerged membrane bioreactors treating municipal waste-
water by eliminating soluble microbial products and cell
material largely produced by cellular decay and lysis.52 Lebrero
et al.53 reported that the members of the Chloroexias dominant
bacterial groups in biotrickling lters degrading mixtures ofFig. 5 Percentage (%) relative abundance of (a) orders and (b) families in
media material at 10, 20 and 30 C from real wastewater in aerobic reac
This journal is © The Royal Society of Chemistry 2016volatile organic compounds such as methyl mercaptan, toluene,
alpha-pinene, and hexan.
At the order level, the 11 most abundant orders accounted
for 50–85% of the community. Among these 11 orders, Bur-
kholderiales, Chromatiales, Xanthomonadales, Actinomycetes,
Aeromonadales were found in all six biolm samples obtained
from both lter media (Fig. 5a). Members of the order Chro-
matiales (37.6 and 17.7%, respectively) were found with greater
abundance in the biolms on ST as compared to TDR at 10 and
20 C, whereas Burkholderiales, Aeromonadales and Actinomy-
cetes were found in the biolms developed on TDR at all
temperature conditions.
At the family levels, 14 families were identied with greater
relative abundance in all biolm samples (Fig. 5b). Chromatia-
ceae, Comamonadaceae, Caulobacteraceae, Xanthomonadaceae,
Carnobacteraceae, and Pseudomonadaceae were the families
commonly shared by all biolm samples, whereas Norcardia-
ceae, Chitinophagaceae and Burkholderiaceae were abundantly
found in the biolms developed on TDR at all three tempera-
tures. However, Rhodocyclaceae was noticed in the biolm
samples developed at 10 and 20 C on both types of media.
Some families such as Rhodocyclaceae, Pseudomonadaceae,
Caulobacteraceae, and Sphingomonadaceae were reported as
dominant bacterial families in biolms of styrene degrading
biolters.17 The heatmap (Fig. 6) shows 17 core genera out of
283, including Rheinheimera, Rhodococcus, Aquabacterium, Tri-
chococcus, Acidovorax, Flavobacterium, Aeromonas, Sed-
iminibacterium, Hydrogenophaga, Aquimonas, Brevundimonas,
Pseudoxanthomonas, Rhizobacter, Zoogloea, Arenimonas, Steno-
trophomonas, Dechloromonas. These genera were frequently
identied in all biolm samples, but with variable relative
abundance (Table S4†). The genus Rheinheimera were observed
in biolm samples from both support materials. The species of
the genus Rheinheimera are able to easily degrade organic
matter.54 The species in the genus Zoogloea are recognized tothe bioﬁlm samples developed on stone and tyre derived rubber (TDR)
tors.
RSC Adv., 2016, 6, 104345–104353 | 104349
Fig. 6 Heatmap showing the most abundant species at the genus level within bioﬁlms retrieved from stone (ST) and tyre derived rubber (TDR)
media surfaces developed at 10, 20 and 30 C in the aerobic reactors.
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View Article Onlineform zoogloeal matrices,55 and are the main mediators for the
occulation of activated sludge processes.56 The genus Dech-
loromonas was also observed in all biolms, but with larger
relative abundance (38%) in biolms retrieved from ST media.
Dechloromonas has the ability of reducing perchlorate and also
reported as phosphate accumulating organisms (PAO's) for the
accumulation of phosphorus in the bioreactors.57,58 Thus, both test
media can be used in reactors for removal of organic wastes,
perchlorate, phosphorus, nitrogenous pollutants from wastewater.
The biolm community on TDR medium material at 10 and
20 C were dominated by phylum Proteobacteria with the same
proportions of its classes beta-Proteobacteria and gamma-Pro-
teobacteria (Fig. 7a). However, other classes like alpha-, delta-,
and epsilon-Proteobacteria were not observed. In the biolms
developed at 20 C, some Bacilli (Firmicutes) were also observed.
Moreover, on TDR some unique genera such as Rhodococcus was
found in the biolms developed at 10, 20 and 30 C at relative
abundances of 23.3, 13.2 and 29.7% respectively (Fig. 7a). The
proportions of these genera were signicantly higher at 30 C
than at low temperature biolms (Table S5†). The TDR media
support Rhodococcus biolm formation, so it can be considered
to be used in the FBRs as a lter media for treatment municipal
wastewater. Rhodococcus sp. have also been observed in gran-
ular activated carbon to remove acrylamide in a laboratory scale
trickling lter bioreactors by Zhang and Pierce.59 TDR also
supported the growth of Aquabacterium, Stenotrophomonas,104350 | RSC Adv., 2016, 6, 104345–104353Rhizobacter and Erythromicrobium (Fig. 7a). The genera Aqua-
bacterium and Rhizobacter were found on ST medium, but their
abundance was negligible. Presence of bacteria such as Eryth-
romicrobium suggested that it might help to metabolizes iron
and manganese within biolms.60 The genus Erythromicrobium
has also been reported to be able to reduce heavy metals,61
suggesting that this bacterium could be of relevance for
removing heavy metal ions from polluted industrial wastewa-
ters. While, Aquabacterium (19.6%), Stenotrophomonas (10.3%),
Rheinheimera (7.4%) were also found in the biolm community
at 10 C. Furthermore, Rhizobacter (14.4%), Acidovorax (13.8%),
Pseudoxanthomonas (8.3%) were predominantly found in bio-
lms developed at 20 C. While, Aquabacterium and Aquimonas
with 35.5 and 14.1% relative abundance was noticed at 30 C.
The genus Aquimona is reported to be involved in nitrication in
warm springs.62
The biolm samples collected from STmedia at 10 and 20 C
had a similar bacterial community composition, with
a preponderance of gamma-Proteobacteria with genera such as
Pseudoxanthomonas, Rheinheimera, Stenotrophomonas, and Aer-
omonas among others (Fig. 7b). It was followed by members of
the beta-Proteobacteria, with the most dominant genera being
Acidovorax and Hydrogenophaga. While the genera Brevundimo-
nas and Trichococcus (alpha-Proteobacteria and Firmicutes
respectively) were also observed at considerable abundances in
the biolms. On the other hand, at 30 C the biolm communityThis journal is © The Royal Society of Chemistry 2016
Fig. 7 Percentage (%) relative abundance of core genera in the bioﬁlm
samples developed on (a) tyre derived rubber (TDR) and (b) stone (ST)
media materials at 10, 20 and 30 C from real wastewater in aerobic
reactors.
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View Article Onlineis composed of equal proportions of gamma- and alpha-Pro-
teobacteria. Some representative genera of phyla Firmicutes,
Bacteroidetes, Verrucomicrobia, Actinobacteria and class delta-
Proteobacteria were also observed in the biolm community.
Most prominent genera at this temperature were Sed-
iminibacterium, Methylocapsa, Aquimonas, Opitutus, Pseudox-
anthomonas, Rhodococcus etc. In samples retrieved from ST
medium the highest % relative abundance of Rheinheimera
(58.8 and 25.6%) was noticed in the biolm samples developed
at 10 and 20 C respectively. While, the Flavobacterium (16.8%),
Aeromonas (13.9%), Acidovorax (8.2%) were dominant at 20 C
biolms. However, the biolm developed at 30 C indicated
large % relative abundance of Sediminibacterium (35.2%),
Methyloversatilus (10.2%), Filimonas (9.1%), Arenomonas (7.7%).This journal is © The Royal Society of Chemistry 2016The diﬀerence between bacterial composition at the genus level
and its abundance in the samples of the biolm retrieved at 10
and 30 C were signicant (P < 0.001) (Table S6†).3.5. Physico-chemical characteristics of inuents and
eﬄuents in aerobic growth bioreactors
The physicochemical parameters (BOD, DO and pH) of the
inuents and eﬄuents at diﬀerent temperatures from bioreac-
tors were analyzed at three time points according to the
approach used in our previous research.63,64 These parameters
are related to the extent of wastewater treatment and are
provided in Table S2.† The results indicate that BOD5 of
wastewater is strongly inuenced by the presence of both
heterotrophs and autotrophs in the community. Maximum
BOD improvement was observed at 10 and 30 C in the eﬄuent
samples, i.e., 40.9 and 64.2% respectively from the bioreactors
packed with TDR media (Table S2†). Dissolved oxygen (DO) is
well recognized as a critical process parameter in biological
wastewater treatment processes due to its impact on bacterial
activity and the high operational costs. The average concentra-
tion of DO in the inuent supplied to all reactors at 20 C was
1.95  0.7 mg L1, and 2.06  0.03 mg L1 in all the reactors at
10 and 30 C, respectively. A considerable increase in the
average concentrations was observed in the eﬄuent from all the
reactors packed with diﬀerent types of media. It was also
observed that, with the increase in temperature from 10 to
30 C, the oxygen concentrations were increased in the eﬄuents
from reactors. The pH values were near neutral (7.30  0.2) in
the wastewater samples used in all the reactors for biolm
development, with a slight reduction at 10 C and small
increase at 20 and 30 C in reactors with TDR media.
As shown in Table 1, prevailing temperature conditions and
OTUs recovered on ST media were strongly positively correlated
with each other (P < 0.01). The temperature has also a positive
correlation (P < 0.05) with BOD improvement in the TDR reac-
tors wastewater. The levels of pH were also found to be signif-
icantly correlated with BOD improvement (P < 0.05) in TDR
media reactors. An ideal pH can enhance biolm growth by
increasing exopolysaccharide (EPS) synthesis.65 All other
parameters have shown non-signicant correlation (P > 0.05)
with each other and also with OTUs and inverse Simpson's
index in case of both media reactors (Table 1).
The use of high-throughput pyrosequencing has revealed
promising results on the study of diversity and composition of
bacterial communities on two diﬀerent types of packing media
developed at 10, 20 and 30 C in the aerobic biolm reactors for
real-wastewater characteristics (pH, BOD and DO), operational
parameters (temperature) and packing media could indepen-
dently explain the variation in bacterial communities. But
interactions among these components seemed to have less
inuence than did individual components and were overall only
observed between operational parameter such as temperature
and number of species (OTUs). Certain genera of bacterial
populations, including Rheinheimera, Acidovorax, Brevundimo-
nas, Zoogloea etc., appear in all the biolms studied, and could
be considered core genera. In addition to these, some generaRSC Adv., 2016, 6, 104345–104353 | 104351
Table 1 Pearson correlation coeﬃcient (r) for wastewater physico-chemical factors and number of OTUs observed (after 3% cutoﬀ) on stone
(ST) and tyre derived rubber (TDR) mediaa
Biolms
Stone (ST) Tyre-derived rubber (TDR)
OTUs Invisimpson BOD DO OTUs Invisimpson BOD DO
BOD5 0.277 (NS) 0.817 (NS) 0.651 (NS) 0.988 (NS)
DO 0.382 (NS) 0.302 (NS) 0.058 (NS) 0.017 (NS) 0.0321 (NS) 0.012 (NS)
pH 0.724 (NS) 0.021 (NS) 0.594 (NS) 0.947 (NS) 0.632 (NS) 0.993 (NS) 0.999* 0.207 (NS)
Temp (C) 0.852** 0.961 (NS) 0.685* 0.362 (NS) 0.044 (NS) 0.0867 (NS) 0.669* 0.241 (NS)
a Key: n ¼ 9, p < 0.01**, p < 0.05*, NS ¼ p > 0.05; a two tail test was used.
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View Article Onlinewere observed with high proportions on certain biolm support
media, such as Rhodococcus and Erythromicrobium, on TDR,
potentially resulting in highly eﬃcient microbial ecology culti-
vated due to the chemical composition of TDR, for improved
BOD removal under common environmental conditions. The
capabilities of such microbial population in highly eﬃcient
wastewater treatment seem to be enormous, by means of
synchronizing support media and environmental condition.
These ndings can form the basis for reviewing the role of
microbial diversity in the biolm reactors with various packing
material and operating temperatures for eﬃcient and cost-
eﬀective wastewater treatment. This can assist the selection of
suitable support media type for desired biolm development in
xed biolm systems at various geographical locations.
Conﬂict of interest
The authors declare no competing nancial interest.
Acknowledgements
The authors sincerely acknowledge the International Research
Support Program (IRSIP) of the Higher Education Commission
of Pakistan (HEC, Pakistan) for supporting IN for research work
at the University of Surrey (UK). The contributors CAR, DH, AS
and JM were partially supported by the UK Biotechnology and
Biological Sciences Research Council (BBSRC) grants BB/
J01916X/1 and BB/J019143/1.
Notes and references
1 M. Wagner, A. Loy, R. Nogueira, U. Purkhold, N. Lee,
H. Daims and A. Van Leeuw, J. Microbiol., 2002, 81, 665–680.
2 M. Wagner and A. Loy, Curr. Opin. Biotechnol., 2002, 13, 218–
227.
3 K. A. Gilbride, D. Y. Lee and L. A. Beaudette, J. Microbiol.
Methods, 2006, 66, 1–20.
4 Z. He, J. D. Van Nostrand, Y. Deng and J. Zhou, Front.
Environ. Sci. Eng., 2011, 5, 1–20.
5 S. Sehar and I. Naz, Role of the biolms in wastewater
treatment, in Microbial Biolms - Importance and
Applications, ed. D. Dhanasekaran and N. Thajuddin,
Intech, Crotia, 2016.104352 | RSC Adv., 2016, 6, 104345–1043536 M. L. Sogin, H. G. Morrison, J. A. Huber, D. M. Welch,
S. M. Huse, P. R. Neal, M. Jesus, J. M. Arrieta and
G. J. Herndl, Proc. Natl. Acad. Sci. U. S. A., 2006, 103(32),
12115–12120.
7 S. H. Lee, H. J. Kang, Y. H. Lee, T. J. Lee, K. Han, Y. Choi and
H. D. Park, J. Environ. Monit., 2012, 14(7), 1893–1905.
8 D. L. Kirchman, FEMS Microbiol. Ecol., 2002, 39, 91–100.
9 J. Ma, Z. Wang, L. Zang, J. Huang and Z. Wu, RSC Adv., 2015,
5(31), 24469–24478.
10 S. W. Roh, K. H. Kim, Y. D. Nam, H. W. Chang, E. J. Park and
J. W. Bae, ISME J., 2010, 4, 1–16.
11 P. Y. Hong, E. Wheeler, I. K. Cann and R. I. Mackie, ISME J.,
2011, 5, 1461–1470.
12 C. Sundberg, W. A. Al-Soud, M. Larsson, E. Alm, S. S. Yekta,
B. H. Svensson, S. J. Sørensen and A. Karlsson, FEMS
Microbiol. Ecol., 2013, 85(3), 612–626.
13 P. Y. Hong, C. Hwang, F. Ling, G. L. Andersen,
M. W. LeChevallier and W. T. Liu, Environ. Microbiol.,
2010, 76, 5631–5635.
14 K. Besemer, H. Peter, J. B. Logue, S. Langenheder,
E. S. Lindstro¨m and L. J. Tranvik, ISME J., 2012, 6, 1459–
1468.
15 X. Wang, M. Hu, Y. Xia, X. Wen and K. Ding, Appl. Environ.
Microbiol., 2012, 78, 7042–7047.
16 K. J. Portune, M. C. Pe´rez, F. J. A´lvarez-Hornos and
C. Gabaldo´n, Appl. Microbiol. Biotechnol., 2014, 1–16.
17 F. Zhong, J. Wu, Y. Dai, L. Yang, Z. Zhang, S. Cheng and
Q. Zhang, Appl. Microbiol. Biotechnol., 2014, 99, 1499–1512.
18 J. Park, T. G. Ellis and M. Lally, Proceedings of the Water
Environment Federation, 2006, 9, 3217–3230.
19 American Public Health Association and A. D. Eaton, Water
Environment Federation and American Water Works
Association, Standard Methods for the Examination of Water
and Wastewater, ed. A. D. Eaton, L. S. Clesceri, E. W. Rice,
A. E. Greenberg and M. A. H. Franson, APHA-AWWA-WEF,
Washington, DC, 21st edn, 2005.
20 B. Webber, R. Canova, L. M. Esper, G. Perdoncini,
V. Pinheiro doNascimento, F. Pilotto, L. R. dos Santos and
L. B. Beatriz Rodrigues, Acta Scientiae Veterinariae, 2015, 43,
1332.
21 B. E. Logan, C. Murano, K. Scott, N. D. Gray and I. M. Head,
Water Res., 2005, 39, 942–952.This journal is © The Royal Society of Chemistry 2016
Paper RSC Advances
O
pe
n 
A
cc
es
s A
rti
cl
e.
 P
ub
lis
he
d 
on
 2
6 
O
ct
ob
er
 2
01
6.
 D
ow
nl
oa
de
d 
on
 1
9/
01
/2
01
7 
17
:5
8:
18
. 
 
Th
is 
ar
tic
le
 is
 li
ce
ns
ed
 u
nd
er
 a
 C
re
at
iv
e 
Co
m
m
on
s A
ttr
ib
ut
io
n 
3.
0 
U
np
or
te
d 
Li
ce
nc
e.
View Article Online22 J. R. Cole, Q. Wang, J. A. Fish, B. Chai, D. M. McGarrell and
Y. Sun, Nucleic Acids Res., 2014, 42(Database issue), D633–
D642.
23 P. D. Schloss, S. L. Westcott, T. Ryabin, J. R. Hall,
M. Hartmann, E. R. Hollister, A. Ryan, R. A. Lesniewski,
B. B. Oakley, D. H. Parks, C. J. Robinson, J. W. Sahl,
B. Stres, G. G. Thallinger, D. J. Van Horn and C. F. Weber,
Appl. Environ. Microbiol., 2009, 75(23), 7537–7541.
24 R. C. Edgar, Bioinformatics, 2010, 26, 2460–2461.
25 Q. Wang, G. M. Garrity, J. M. Tiedje and J. R. Cole, Appl.
Environ. Microbiol., 2007, 73, 5261–5267.
26 D. H. Parks, G. W. Tyson, P. Hugenholtz and R. G. Beiko,
Bioinformatics, 2014, 30, 3123–3124.
27 M. N. Price, P. S. Dehal and A. P. Arkin,Mol. Biol. Evol., 2009,
26, 1641–1650.
28 C. Lozupone, M. E. Lladser, D. Knights, J. Stombaugh and
R. Knight, ISME J., 2011, 5, 169.
29 X. Y. Xu, L. J. Feng, L. Zhu, J. Xu, W. Ding and H. Y. Qi,
Environ. Sci. Pollut. Res., 2012, 19, 1584–1593.
30 Y. Feng, Y. Yu, L. Qiu, J. Zhang and L. J. Gao, Ind. Eng. Chem.,
2012, 18, 1051–1057.
31 S. Sehar, I. Naz, T. Das and S. Ahmed, RSC Adv., 2016, 6,
15112–15120.
32 C. Goode and D. G. Allen,Water Environ. Res., 2011, 83, 220–
232.
33 I. Naz, N. Khatoon, M. I. Ali, D. P. Saroj, S. A. U. Batool, N. Ali
and S. Ahmed, J. Chem. Technol. Biotechnol., 2014, 89(4), 587–
596.
34 Z. U. Khan, I. Naz, A. Rehman, M. Raq, N. Ali and S. Ahmed,
Desalin. Water Treat., 2015, 54(10), 2638–2647.
35 I. Naz, D. P. Saroj, S. Mumtaz, N. Ali and S. Ahmed, Environ.
Technol., 2014, 36, 424–434.
36 E. Dumont, Y. Andres, P. Le Cloirec and F. Gaudin, Biochem.
Eng. J., 2008, 42, 120–127.
37 H. Ivnitsky, I. Katz, D. Minz, G. Volvovic, E. Shimoni and
E. Kesselman, Water Res., 2007, 41, 3924–3935.
38 L. F. Roesch, R. R. Fulthorpe, A. Riva, G. Casella,
A. K. Hadwin, A. D. Kent, S. H. Daroub, F. A. O. Camargo,
W. G. Farmerie and E. W. Triplett, ISME J., 2007, 1, 283–290.
39 S. L. McLellan, S. M. Huse, S. R. Mueller-Spitz,
E. N. Andreishcheva and M. L. Sogin, Environ. Microbiol.,
2010, 12, 378–392.
40 T. Zhang, M. F. Shao and L. Ye, ISME J., 2011, 6, 1137–1147.
41 L. Mathieu, C. Bouteleux, S. Fass, E. Angel and J. C. Block,
Water Res., 2009, 43, 3375–3386.
42 S. S. Branda, A. Vik, L. Friedman and R. Kolter, Trends
Microbiol., 2005, 13, 20–26.
43 K. Biswas, M. W. Taylor and S. J. Turner,Microb. Biotechnol.,
2014, 98, 1429–1440.This journal is © The Royal Society of Chemistry 201644 A. H. Rickard, A. J. McBain, R. G. Ledder, P. S. Handley and
P. Gilbert, FEMS Microbiol. Lett., 2003, 220, 133–140.
45 R. Araya, K. Tani, T. Takagi, N. Yamaguchi and M. Nasu,
FEMS Microbiol. Ecol., 2003, 43, 111–119.
46 A. H. Rickard, A. J. McBain, A. T. Stead and P. Gilbert, Appl.
Environ. Microbiol., 2004, 70, 7426–7435.
47 B. Schweitzer, I. Huber, R. Amann, W. Ludwig andM. Simon,
Appl. Environ. Microbiol., 2001, 67, 632–645.
48 I. Schmidt, O. Sliekers, M. Schmid, E. Bock, J. Fuerst,
J. G. Kuenen, M. S. Jetten and M. Strous, FEMS Microbiol.
Rev., 2003, 27(4), 481–492.
49 S. Kwon, T. S. Kim, G. H. Yu, J. H. Jung and H. D. Park,
J. Microb. Biotechnol., 2010, 20, 1717–1723.
50 J. R. Bargar, B. M. Tebo and J. E. Villinski, Geochim.
Cosmochim. Acta, 2000, 64, 2775–2778.
51 J. M. Cerrato, J. O. Falkinham III, A. M. Dietrich,
W. R. Knocke, C. W. McKinney and A. Pruden, Water Res.,
2010, 44, 3935–3945.
52 Y. Miura, Y. Watanabe and S. Okabe, Environ. Sci. Technol.,
2007, 41, 7787–7794.
53 R. Lebrero, D. Volckaert, R. Pe´rez, R. Mun˜oz and H. Van
Langenhove, Water Res., 2013, 47, 2199–2212.
54 R. S. Poretsky, N. Bano, A. Buchan, G. LeCleir, J. Kleikemper,
M. Pickering, W. M. Pate, M. A. Moran and J. T. Hollibaugh,
Appl. Environ. Microbiol., 2005, 71(7), 4121–4126.
55 P. R. Dugan, D. L. Stoner and H. M. Pickrum, The genus
Zoogloea: The prokaryotes, Springer, New York, 1992.
56 R. A. Rossello´-Mora, M. Wagner, R. Amann and
K. H. Schleifer, Appl. Environ. Microbiol., 1995, 61, 702–707.
57 L. A. Achenbach, U. Michaelidou, R. A. Bruce, J. Fryman and
J. D. Coates, Int. J. Syst. Evol. Microbiol., 2001, 51, 527–533.
58 Y. Liu, T. Zhang and H. H. Fang, Bioresour. Technol., 2005,
96, 1205–1214.
59 J. Zhang and G. E. Pierce, J. Ind. Microbiol. Biotechnol., 2009,
36, 971–979.
60 M. P. Ginige, J. Wylie and J. Plumb, Biofouling, 2011, 27, 151–
163.
61 V. Yurkov, J. Jappe and A. Vermeglio, Appl. Environ.
Microbiol., 1996, 62, 4195–4198.
62 P. Saha, S. Krishnamurthi, S. Mayilraj, G. S. Prasad,
T. C. Bora and T. Chakrabarti, Int. J. Syst. Evol. Microbiol.,
2005, 55, 1491–1495.
63 D. M. Hodgson, A. Smith, S. Dahale, J. P. Stratford, J. V. Li,
A. Gru¨ning, M. E. Bushell, J. R. Marchesi and C. Avignone
Rossa, Front. Microbiol., 2016, 7, 699, DOI: 10.3389/
fmicb.2016.00699.
64 J. P. Stratford, N. J. Beecro, R. C. T. Slade, A. Gru¨ning and
C. Avignone-Rossa, Bioresour. Technol., 2015, 156, 84–91.
65 H. Chen, X. Li, Y. Chen, Y. Liu, H. Zhang and G. Xue, RSC
Adv., 2015, 5, 61094–61102.RSC Adv., 2016, 6, 104345–104353 | 104353
